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Seiichiro Fujimoto et al. Ayerst Laboratories) immediately after mating. This results in ovulation approximately 10 hr later (Harper, 1963) . Chromosomally normal females and males were used for this study. All does were caged separately for at least 4 weeks before mating to preclude pseudopregnancy. The does were killed with an overdose of sodium pentobarbitone 4, 5 or 6 days after ovulation and the uterine horns were carefully flushed with saline warmed to 37°C for the recov¬ ery of intact blastocysts. The number of CL was recorded.
The blastocysts were immediately washed in prewarmed TC 199 and the equatorial (long) and polar (short) diameters were determined by means of a filar micrometer eyepiece mounted on a dissecting microscope. As soon as possible after measurement, the blastocysts were placed intact in fresh culture medium (TC 199) , to which colchicine had been added at the final concentra¬ tion of 0-5 µg| n\, and incubated, with loosened covers, in an atmosphere of 5% C02 in air at 37°C for 1-J hr. Each blastocyst was then transferred into 5 ml 0-9% sodium citrate solution contained in a siliconized centrifuge tube. After 10 min at room temperature, centrifugation was carried out at 800 rev/min for 5 min. The supernatant was replaced with 5 ml of a fixative solution consisting of methyl alcohol and glacial acetic acid (3:1). The pre¬ parations were then stored with parafilm seals for 24 hr at 4°C.
After subsequent centrifugation, 4-5 ml of the supernatant fixative was discarded and the remaining 0-5 ml made up to a total volume of 10 ml with 45% acetic acid. The cells were homogeneously resuspended in this volume. Next, 0-5 ml of this cell suspension was dropped gently onto a glass slide, warmed to 50 to 56°C. Usually, several replications of the same preparation were made.
After drying, the slides were dipped into ethanol and stained with ammoni¬ acal Giemsa for 5 min.
The rest of the cell suspension in 45 % acetic acid was recentrifuged and stained for later chromosomal analysis.
All the centrifuge tubes and pipettes used were coated with silicone (Siliclad, Clay Adams) to prevent the embryonic cells from sticking to the glassware.
The numbers of blastomeres and cells in mitosis of individual blastocysts were determined through the grid installed in the ocular pieces of the microscope. The total cell number was calculated and the mitotic index was expressed as a percentage of cells in mitosis over the total number of embryonic and tropho¬ blast cells on the slide. Depending upon the size of blastocysts, the dilution of the cell suspension was adjusted. The degree of dispersion of the blastomeres by the technique was satisfactory (PI. 1, Fig. 1 ). Good separation of the cells was obtained and no problems were encountered. As many as nineteen blastocysts could be obtained from a single rabbit by the ovulation regimen described. The ovulation rate observed in our regimen was 23-8 which was increased twofold over that reported with a single injection of 60 i.u. HCG (Martin & Shaver, 1972) . In total, 80-2% (134/167) of the ova ovulated were observed as blasto¬ cysts in recovery media (PI. 1, Fig. 2 ). This recovery rate ranged from 72-5% with 5-day blastocysts to 87-3% with 6-day blastocysts ( 
